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patent 

in the united states patent and trademark office 

APPLICANT: Joseph M. Jilka ART UNIT: 1 635 

SERIAL NO: 10/086,062 EXAMINER: Epps, J. 

FILED: February 28, 2002 

TITLE: NOVEL PLANT PROMOTER SEQUENCES AND METHODS OF USE 
FOR SAME 

131 DECLARATION OF JOSEPH M. JILKA 

Commissioner of Patents and Trademarks 
Washington, D.C. 20231 

Dear Sir: 

I, Joseph M. Jilka hereby declare the following: 

1 . That I am the inventor for the above-identified patent application; that I 
conceived and reduced to practice in the United States the invention claimed in the above- 
identified patent application prior to the international publication date of March 23, 2000, of 
the cited PCT Application No. WO 00/15810 to Goldsbrough as evidenced by the enclosed 
notebook pages. 

2. Attached Exhibit A is a copy of notebook records relating to this conception 
wherein construction of proposed versions of the ubiquitin variants show a no heat shock 
version. Also relating to this conception is Exhibit B which is a copy of a table listing the 
promoters made which show a no heat shock version. Attached Exhibit C are primers among 
which is the no heat shock version, version 4A, 4B. 

3. That pursuant to this conception, I actually reduced to practice in the United 
States the invention claimed in the above-identified patent application prior to March 23, 
2000, the international publication date of the cited Goldsbrough patent. Attached Exhibit D 
and E are copies of the notebook records of Kathy Beifuss, who worked under my direction 
and supervision, however, did not contribute materially to the above-identified invention, 
relating to the actual reduction to practice, wherein Exhibit D shows use the no heat shock 




version in a mini-prep and Exhibit E shows use of the no heat shock version in sequencing. 
Additionally, attached Exhibits F and G relating to the actual reduction to practice is a copy 
of the notebook records of Chris Brooks and Elizabeth Wilfong, both who worked under my 
direction and supervision, however, did not contribute materially to the above-identified 
invention, showing the GUS reporter gene expression in com seed using the Ubi promoter 
variant, GSC, the ubiquitin promoter having no heat shock elements. Wherein total soluble 
protein (1 jig) was incubated in lOOjul lysis buffer and the reaction initiated with 5mM 4- 
methylumbelliferyl (3-D-glucuronide (MUG). The reaction was incubated for up to about 20 
minutes at 37°C. At specific time points approximately 25^1 of volume of the reaction 
mixture was transferred into a reading plate that had 175^1 of Stop buffer in the well. The 
reaction plate was placed at 37°C until the next time point. Generally readings at 0, 15, 30, 
and 60 minutes were taken. Plates were read at 360nm excitation wavelength and 460 nm 
emission wavelength. GUS protein levels were then calculated by comparison to a standard 
curve of l-100jiM 4-methylumbelliferyl. Exhibit G shows results from a 10 minute reading. 
The dates of these records have been redacted, however, the acts of conception and reduction 
to practice occurred prior to March 23, 2000, the international publication date of the cited 
Goldsbrough patent. 

4. That Exhibits, A, B, C, D, E, F, and G, which relate to the aforementioned 
conception and reduction to practice, correspond to the invention disclosed and claimed in 
the above-identified patent application. 

5. The undersigned further declares that all statements made herein of his own 
knowledge are true and that all statements made on information and belief are believed to be 
true and further that these statements were made with the knowledge that willful false 
statements and the like so made are punishable by fine or imprisonment, or both under 
Section 1001 of Title 18 of the United States Code and that such willful false statements may 
jeopardize the validity of the application of any patent issuing thereon. 
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GIBCO BRL Custom Primers 

Certificate of Analysis 



Primer 1; • 

Primer Name; UBl HSP VCR. 1 A Primer Number A8333C10 (C10) 

Researcher: Primer Length: 66 

Sequence (5' to 3'): PAG ACG GCA CGG CAT CTC TGT CGC TGC CTC CaC CGT TGG ACT TGC TCC GCT 

GTC GGC ATC CAG AAA T 

MoieeuiafWttaMre^nQi* 21299.2 • Mflporoo: 313 

MMimolar Extinction Coefficient: 678.6 nmotosperOD: 1.4 

Purity Debited OCm 39J 

TmOMNa*) 96 VQV 1234 ^ 

Tm (60 mM Hi*) 76 nmoles 67 ~9 

% cc SO Coupling Eff . 99% » 1 

Notesi 

Primer 2: 

Primer Name: UBl HSP VER.1B Primer Number AB333C11 (C11) 

Reeeereher: Primer Length: 67 
Sequence (5' to 3V PIT TCT GGA TGC CGA CAG CGG AGC AAG TCC AAC GGT GGA GGC AGC GAC AGA 

GAT GCC GTG CCG TCT GC 

Molecular Weight yg/ymole. 21897.4 ugpefOD. 29.8 

Mttflmolar Extinction Coefficient 732.9 nmoles per OO: 1.3 

Purity Deeeltod 0D*e -10.7 

Tm<mNe») 97 pg'e* 319 

Tm (60 mM N«*> 79 nmolBS 14 

%GC 62 Coupling Eff. . 98% 

Noew : — 




GIBCO BRL Custom Primers 

Certificate of Analysis 



Primer 1: 



Primer Name: UBI HSPAVER.2A 




Primer Number 


00373007 (B07) 


Researcher 




Primer length; 


81 


Sequence (5 to y);P*A GAC GGC ACG CCA TCT CTG TCC CTO CCT CTG GAC CCC TCT CGA CCA CCO 


TTG GAC TTG CTC CGC TGT CGG CAT CCA GAA AT 






Molecular Weight ^jg^mofe; 


2S105.2 


yflper OO: 


31.6 


Milimolar E»Jnctton Coefficient: 




n moles per OD: 


1£ 


Purity 


Desalt 


OOf* 




Tin (1 M Na+) 


M 




28S0 


Tm(50mMNa+) 


77 


nmotes 


108 


%GC 


61 


Coupling Gff. 


98% 


Notes: 




to 




Primer 2i 








Primer Name: U8I HSPB VEFL2B 




Primer Number. 


D0373808 (805) 


Researcher 




Primer Length: 


82 


Sequence (5* to 3};P-TTTC TGG ATG CCG ACA GCG GAG CAA GTC CAA CGG TGG TCG AGA GGG GTC 


CAG ACG CAG CGA CAG AGA TGC CGT GCC GTC TGC 




Molecular Welgnt pg/pmote: 


26872.4 


pg per OO: 


29.7 


MHUmofar Extinction Coefficient: 


902.2 


rtmoles perOD: 


1.1 


Purity 


Desalt 


OD'* 


77M 


Ten (1 M Net) 


99 




2294 


Tm (60 mM Na+) 


78 


ntnotas 


88 


%GC 


63 


Coupling Elf, 


98% 


Notes; 







Primer 3: 

Primer Name: UBI HSPa VER.3A Primer Number O0373B0B (B09) 

Researcher Primer length: M 

Sequence (5* to 3?:P-A GAC GGC ACG OCA TCT CTG TCG CTG CCT CTC GAG AGT TCC GCT CCA CCG 

TTG GAC TTG CTC CGC TGT CGG CAT CCA GAA AT 
Molecular Weight ug/umole; 26160.2 ugperOD: 31,5 

Miinmotar Extinction Coefficient: 830.8 nmoles per OD: 1.2 



Purity 

Tm (1 M N«+) 
Tm (80 mM N*+) 
%GC 
Notes; 



Desalt 
99 
79 
€0 



OD* 

nmoles 

Coupling Eff, 



88.7 
2798 
108 
98% 

^» „f?«p=^ 



• .Sm Kbte tfao/t QuantMei In 

Supporting k \1tM rroMfcn. 
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GIBCO BRL Custom Primers 
Certificate of Analysis 



Primer A: 

Primer Name: UBI HSPB VER.3B Prtmer Number D0373B10 (B10) 

Researcher Prtmer Length : & 

Sequence (5* to 3*);P-T TTC TOG ATG CCG ACA GCG GAG CAA GTC CAA CGG TGG AGC GGAACTCTC 

fi^AGG CAG CGA CAG AGA TGC CGT GCC GTC TGC 
Molecular Weight MQ/pmote: 26816.4 . # pgperOD: 29.7 

Miflimoier Extinction Coefficient: 901.3 nmotes per OD: 1.1 



Purity 

Tip (1 M Wa*) 
Tm <50 rnMNa*) 
%GC 
Notes: 



Desalt 
99 
77 
62 



cxr* 

nmofe* 
Coupling Eff. 



9XZ 
2479 
92 
98% 



Primer 8: 

PrtmerName: UBI HSPA VER4A Primer NumDer D0373811 (Bit) 

Researcher. Primer Length: % 

Sequence (5* to 3-):P*A GAG GGC ACQ GCA TCT CTG TCG CTG CCT CTG GAC CCC TCT CGA CTC GAG 

AGT TCC GCT CCA CCG TTG GAC TTG CTC CGC TGT CGO CAT CCA GAA AT 
Molecular Weigmpg/umote: 30966.2 pgperOD: 31.7 

Millimoiar Extinction Coefflctent 976.3 nmotes perOD: 1.0 



Purity 

Tm (1 M N* A ) 
Tm (60 mM Na+) 
%GC 
Notes; 



100 
78 
61 



oor% 



coupling En. 



89.8 
2888 
91 
98% 



Primer 6: 

Primer Name: OBI HSPB VER.«B Prtmer Number. 00373B12 (B12) 

Researcher Prtmer Length: 97 

Sequence (5* «0 3}:P-T TTC TGG ATG CCG ACA GCG GAG CAA GTC CAA CGG TGG AGC GCy A ACT CTC 

GAG_TCG AGA CCG GTC CAGf ^GG CAG CGA CAG AGA TGC CGT GCC GTC TGC 
Molecular Weight yo/uinoJe; 31791.4 MgperOD: 29.$ 

Mflllmolar Extinction Coefficient: 1070.6 nmales per OD: 0.9 



Purity 

Tm <1 M Na*) 
Tm (80 mM Na+) 
%GC 
Notes: 



Desalt 
100 

79 
62 



OD's 

nmoles 
Coupling Eff. 



97.1 
2883 
90 
98% 

>A. 
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